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DECLARATION UNDER RULE 3 7 flPP 1 *o 



I, Michael Meyrick BURRELL, of 20 Hist on Road, 
Cottenhant, Cambridge, England, DO SOLEMNLY and SINCERELY 
DECLARE as follows: 



I an the Michael Meyrick Burrell who is named as 
being an Applicant in respect of united states 
Patent Application serial No. 08/192,493, 

I am a scholar of Cambridge University and hold a 
PhD in Plant Biochemistry and a Degree in Natural 
Sciences with honours in Botany. 

I initiated and supervised the conduct of the 
experiment now to be related. 



Received from < 212 869 9741 > at 8/18/03 5:04:16 PM [Eastern Daylight Tfrne] 



AUG 18 2003 00 = 49 FR PI 



& EDMONDS 



212 869 9741 TO 17fl 



465060 



P. 78 



The coding sequence for the wheat homologue of waxy 
was fused- to the high molecular weight glutenin 
promoter of wheat to produce a chimaeric gene which 
would be expressed in developing endosperm. A 
hybrid maize was. transformed with this construct 
using the particle bombardment method and plants 
were regenerated to produce seed by outcrossing. 

Analysis of single seeds taken from six independent 
transformants is shown below. starch was isolated 
and the starch granule bound proteins separated by 
gel electrophoresis. The sokDa waxy protein is 
clearly absent from line 3 (Figure l) . The starch 
from this line clearly has a much reduced amylose 
content {Figure 2) . 



Fig.l. 




The product 
of the waxy 
gene. 



Fig. 2. 
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The seed from the progeny of plants obtained in . the 
transformation procedure were divided into two 
populations- One population contained plants that 
showed no clear 60kDa waxy protein product and one 
population contained segregants that had the 60KDa 
waxy protein. a third population of untrahsformed 
controls were aiso included *n the analysis. The 
results (table below) clearly show the somewhat 
surprising result that the absence of the waxy 
protein is associated with no detectable aiuylose and 
.no change in starch content. 



Grain analysed 



Control line 
grain 



% amyiose 



Starch Content 
umol/gfvt 

*e*a S.B.M. Kean S.E.M. Number of 

grain 
analysed 

91.30593 13-83537 19.28946 1.834417 5 



Progeny grain 
lacking the 
product of the 
w*xy gene 



10S.S155 11,64986 nd* 



nd* 



15 



Progeny grain 
expressing the 
product of the 
waxy gene 



92.26848 8.171925 21.92222 0.71156 



16 



*nd s 



not detected 



I further declare that all statements made herein of 
my own knowledge are true and that all statements made on 
infor-ation and beli.f are belie v ed to be true; and 

further that these statements were made with the 
knowledge that wilful false statements and the like ■ so 
made are punishable by f ine or imprisonment, or both 
under Section 1001 of Title 18 of the United States Code 
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and that such wilful false statements may jeopardise the 
validity of the application or any patent issuing 
thereon. 



Signatures J<*t / m * >{ r*f. fc^^-Of. 

Date: X^^J 1*44 
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